hematopoietic microenvironment. We have reported that FGF2 compromises stromal cell support of normal hematopoiesis. Here, we examined the effects of FGF2 on the leukemia microenvironment. In vitro, FGF2 significantly decreased the number of stromal-dependent and stromal-independent G0-leukemia cells in the stromal layers. Accordingly, CML cells placed on FGF2-treated stromal layers were more sensitive to imatinib. Conversely, FGF2 increased the proliferation of osteoblasts via FGFR1 IIIc, but its effects on osteoblast support of leukemia cell growth were limited. We next treated a human leukemia mouse model with Ara-C with/without systemic FGF2 administration. BM sections from FGF2-treated mice had thickened bone trabeculae and increased numbers of leukemia cells compared to controls. Leukemia cell density was increased, especially in the endosteal region in FGF2/Ara-C -treated mice compared to mice treated with Ara-C only. Interestingly, FGF2 did not promote leukemia cell survival in Ara-C treated spleen. Microarray analysis showed that FGF2 did not alter expression of many genes linked to hematopoiesis in osteoblasts, but modulated regulatory networks involved in angiogenesis and osteoblastic differentiation. These observations suggest that FGF2 promotes leukemia cell growth in the BM by modulating osteoblast functions.
Hematopoiesis, the formation of blood cells, is a dynamic process that includes self-renewal of hematopoietic stem cells (HSCs) in the bone marrow (BM), generation of lineage-committed cells, and mobilization of mature cells into the blood stream 1 . The BM niche is a microenvironment that anatomically harbors stem cells or progenitors and governs their fate 2 . The BM niche is comprised of many cell types, including predominantly BM mesenchymal stromal cells and their derivatives (especially osteoblasts) 3, 4 . Interestingly, it has been reported that remodeling of the BM microenvironment is an indispensable event in the development of blood malignancies, and is involved in controlling the maintenance and activity of disease-initiating leukemia stem cells and their progeny 5 .
Figure 1. Effects of FGF2 on functions of stromal cells and osteoblasts. (a)
The proliferation of mouse stromal cells (MS-5 and S-17), mouse osteoblasts (7F2), and human leukemia cells (NCO2 and Meg-A2) after exposure to FGF2 was evaluated by using a TetraColor One colorimetric assay. All experiments were performed in four independent sets and repeated twice. (b) The effects of FGF2-treated stromal or osteoblast layers on the proliferation of leukemia cell were evaluated by a short-term co-culture assay. MS-5, S-17 and 7F2 feeders (80~90% confluent) in 6-well plates were incubated with or without FGF2 (50 ng/ml) for 72 hours. After removal of supernatants, NCO2, Meg-A2 or TRL-01 cells (2.0 × 10 5 in 2 mL of Iscove containing 10% FBS) were added in medium only, or with FGF2 (50 ng/mL). After 96-hour co-culture (triplicate cultures), non-adherent cells were removed, and viable cells were counted. The % growth of leukemia cells was calculated as (cell number with FGF2 or FGF2/cell number with no additive) × 100 (%). All experiments were repeated twice. The asterisk denotes statistical significance (* * P < 0.01; * P < 0.05). Fibroblast growth factor 2 (FGF2), and other structurally related polypeptides, are potent inducers of growth, survival, chemotaxis, and differentiation of a variety of cell types including neoplastic cells, and play key roles in morphogenesis, development, angiogenesis, bone formation, and wound healing 6, 7 . Members of the FGF superfamily function by binding to heparan sulfate proteoglycans and FGF receptors (FGFRs) 8 . The FGFR superfamily consists of four members, designated FGFR1, FGFR2, FGFR3, and FGFR4. Alternative splicing of FGFR1, FGFR2, and FGFR3 transcripts increases the number of principal FGFRs to seven (FGFR1-IIIb, FGFR1-IIIc, FGFR2-IIIb, FGFR2-IIIc, FGFR3-IIIb, FGFR3-IIIc, and FGFR4) 8 . Elevated expression of FGF2 has been reported in hematological malignancies, and is prognostically significant for multiple myeloma, leukemia, myelodysplastic syndrome and malignant lymphoma 9 . Compelling studies revealed that FGF2 could facilitate hematological malignancies through autocrine proliferative effects, and paracrine functions such as neovascularization 9 . However, little is known about the effects of FGF2 on the BM microenvironment, even though both mesenchymal stromal cells and osteoblasts express FGFRs 10, 11 . To address this issue further, we evaluated mesenchymal stromal cell and osteoblast mediated support of leukemia cell growth after FGF2 exposure. We describe a novel role of FGF2 as a modulator of osteoblast and mesenchymal stromal cell function, and provide evidence for involvement of FGF2 in leukemia pathogenesis.
Results

FGF2 attenuates the leukemia supportive properties of stromal cells, but not osteoblasts.
We first tested the effects of FGF2 on the proliferation of stromal cells (MS-5 and S-17), osteoblast cells (7F2), and leukemia cells (NCO2, Meg-A2 and TRL-01). FGF2 did not enhance the proliferation of MS-5 cells or S-17 cells significantly, consistent with previous data 10 , but proliferated 7F2 cells in a dose-dependent manner (Fig. 1a) . Additionally, FGF2 uniformly induced morphological change in semi-confluent cultures of MS-5 and S-17 cells, which acquired a thinner and more elongated appearance, but 7F2 cells remained unchanged (data not shown). However, FGF2 had no effect on the proliferation of NCO2 or Meg-A2 cells (Fig. 1a) . FGF-2 was not toxic and did not increase proliferation of TRL-01 cells cultured without supportive cells for 48 hours (data not shown. Later time points could not be examined because TRL-01 cells do not survive without supportive cells).
We next evaluated the effect of FGF2 treatment on the ability of MS-5, S-17 and 7F2 cells to support human TRL-01 stromal-dependent leukemia cells in culture. After a 96-hour incubation on MS-5, S-17 or 7F2 monolayers with or without FGF2, all non-adherent/loosely adherent cells were collected and viable cells were counted. The number of cells collected from the 7F2 monolayer with FGF2 was about three-fold greater than from the 7F2 monolayer without FGF2 (Fig. 1b, right panel) . However, in the presence of FGF2, cell recovery from MS-5 and S-17 monolayers was significantly reduced (Fig. 1b, right panel) , which could not be attributed to decreased stromal cell numbers, as treatment with FGF2 at 50 ng/mL for 96 hours did not affect stromal cell viability (Fig. 1a) . However, similar effects of FGF2 on NCO2 and Meg-A2 human stromal-independent leukemia cells were not observed (Fig. 1b, left and middle panel) .
Effects of FGF2 on cell cycle and chemo-sensitivity of leukemia cells on stromal layers. We found that FGF2 treatment attenuated the viability of human TRL-01 stromal-dependent leukemia cells as described above. We next evaluated the effects of FGF2 on human NCO2 and Meg-A2 stromal-independent leukemia cells, which did not require supportive cells to propagate. Cell cycle analysis showed that S-17 layers increased the fraction of both NCO2 and Meg-A2 in G 0 phase (Fig. 2a) as well as MS-5 layers (NCO2 cells in the G 0 phase without MS-5 layers: 6.18%, NCO2 cells in the G 0 phase onto MS-5 layers: 12.1%), but the effect was perturbed by the addition of FGF2 (Fig. 2a, upper column) . FGF2 alone (no stromal layers) did not alter the cell cycle of NCO2 or Meg-A2 cells (Fig. 2a) . Interestingly, the osteoblast layer tended to increase the fraction of both NCO2 and Meg-A2 in G 0 phase, which was not statistically significant though, but the effect was not perturbed by the addition of FGF2 (Fig. 2b) . Since it was reported that quiescent leukemia cells were insensitive to chemotherapy 12 , we next treated NCO2 onto S17 cell (stromal) layers with imatinib mesylate (STI571) with or without FGF2. As shown in Fig. 2c , STI571 decreased the number of live NCO2 cells growing on S17 cell layers treated with or without FGF2 in a dose dependent manner. However, significantly fewer NCO2 cells were recovered from FGF2 and STI571-supplemented co-cultures than from co-cultures supplemented with STI571 alone. FGF2 (50 ng/mL) was not toxic for NCO2 cells as judged by fluorescence intensity at 0 ng/mL of STI571 and described above (Fig. 1a) . These results clearly suggest that FGF2 enhanced the chemo-sensitivity of leukemia cells growing on stromal layers by inhibiting stromal functions to induce cell cycle arrest.
Analysis of FGF receptor expression in osteoblasts.
Since the FGFR expression profile of osteoblasts has not been unequivocally elucidated and remains controversial, we tested 7F2 cells for the presence of specific transcripts for each of the seven receptors. Using specific primer pairs and appropriate control mRNAs from and resuspended in PBS containing 1 μ g/ml Hoechst (Sigma) for 45 minutes at 37 °C, then 5 μ l of 100 μ g/ml pyronin Y (Sigma) was directly added to the cells. After 15-minute incubation, the cells were transferred onto ice. Hoechst was excited with the UV line of an Enterprise laser, and pyronin Y was excited with the 488 line of the same laser. All experiments were repeated twice. (c) Effects of FGF2 on the chemosensitivity of leukemia cell onto stromal layers were measured by using cells transduced with a fluorescent substance. NCO2; a cell lines derived from a CML patient, transfected with a GFP-expressing lentivirus vector, was seeded alone or on MS-5 feeder at a density of 5000 cells/well in 96-well plates. After 24 hours, a designated concentration of Imatinib mesylate (STI571) was added with or without 50 ng/ml FGF-2, and fluorescence intensity of each well was measured 3 days later by a microplate reader. All experiments were repeated twice. (* * P < 0.01; * P < 0.05). (Fig. 3a) . Total RNA extracted from 7F2 cells was subjected to RT-PCR using specific primer pairs. PCR products were separated on 2% agarose gel prestained with 1 μ g/ml ethidium bromide and visualized under UV light. After capturing images, extra parts of gels were cropped. Representative results from at least two independent experiments are shown. (b) FGFR subtype(s) responsible for FGF2-induced proliferation of osteoblasts was detected by an inhibition assay using FGFR/Fc chimeras. All experiments were performed in four independent sets and repeated twice. (* * P < 0.01; * P < 0.05). (c) FGFR subtype(s) responsible for FGF2-induced VEGF-A secretion from osteoblasts was detected by a specific ELISA using FGFR/Fc chimeras. All experiments were performed in four independent sets and repeated twice. (* * P < 0.01; * P < 0.05).
FGFR1 IIIb/Fc, FGFR2 IIIb/Fc, FGFR2 IIIc/Fc, FGFR3 IIIb/Fc or FGFR3 IIIc/Fc, to FGF2-supplemented cultures attenuated the proliferation of 7F2 cells (Fig. 3b) . In another setting, we measured the VEGF-A content in 72-hour culture by a specific ELISA. Control 7F2 cells with no additive secreted a large amount of VEGF-A (33.6 ng/mL in 200 mL supernatant per 10000 cells for 72 hours). As expected, FGF2 (15 ng/mL) increased significantly levels of VEGF-A 2.43 times more than controls. Addition of FGFR1 IIIc/Fc chimera to FGF2-supplemented cultures significantly decreased VEGF-A levels in culture supernatants, which were almost similar to those detected in supernatants of 7F2 cells cultured in medium alone, without FGF2 (Fig. 3c) . By contrast, FGFR1 IIIb/Fc, FGFR3 These results demonstrated that FGFR1 IIIc is the receptor that mediates FGF2-induced proliferation and VEGF-A secretion in osteoblasts.
Effects of systemic FGF2 administration to mice bearing human primary leukemia cells. As described above, in vitro analysis was discrepant, suggesting that FGF2 treatment decreased the supportive properties of stromal cells, while FGF2-treated osteoblasts were somewhat more supportive of leukemia cell growth. We next evaluated the effects of FGF2 on leukemia cells in vivo (Fig. 4a) . Groups of six mice bearing human primary leukemia cells were pretreated daily with FGF2 injections i.v. (5 μ g/mouse in 0.1 ml buffer) or buffer alone for three days, at which time each group was divided into two subgroups (three mice/subgroup). Mice pretreated with FGF2 received additional FGF2 for five days with Ara-C, or buffer alone. Similarly, mice not pretreated with FGF2 received Ara-C, or buffer alone. There was no evidence of toxicity during FGF2 treatment. After eight days of treatment, all mice were sacrificed. The spleens from mice bearing human leukemia cells were enlarged, and human leukemia cells were easily detectable (Fig. 4b) . Both the spleen size and the number of leukemia cells in mice treated with Ara-C alone, and mice treated with Ara-C plus FGF2 treatment, were reduced compared to control mice. Interestingly, the spleen size and the number of leukemia cells in mice treated with Ara-C plus FGF2 tended to be lower compared to mice treated with Ara-C alone (Fig. 4b) , which may be reflecting the in vitro results that FGF2 lowered the supportive properties of stromal cells toward leukemia cells. In BM, FGF2 treatment increased total numbers of leukemia cells including the number of CD34
+ positive leukemia cells. Ara-C treatment significantly reduced total numbers of leukemia cells and CD34 + positive leukemia cells, which was partially alleviated by the addition of FGF2 (Fig. 4c) . These results provide evidence that FGF2 can support the survival of leukemia cells in the bone marrow and not in the spleen. Histologically, BM sections from FGF2-treated mice and FGF2/Ara-C treated mice displayed thickened bone trabeculae, which was largely absent from the controls and the Ara-C treated mice (Fig. 5) . The cell density within the marrow cavity in FGF2/Ara-C treated mice was higher than that from mice treated with Ara-C alone (Fig. 5, top and 2nd row) , which was due to the increased number of leukemia cells (confirmed by CD45 staining, Fig. 5, 3rd and bottom row) .
Other organs, including the kidneys, heart, lung and intestine from FGF2-treated mice appeared normal (data not shown). These facts suggest that the number of osteoblasts strongly correlated with the growth and survival of leukemia cells in the bone marrow.
Analysis of FGF2 modulation of gene expression in osteoblasts.
The results above suggested that FGF2 induces indirect effects from osteoblasts that are supportive of leukemia cell growth. Using microarray analysis, we screened 7F2 cells for genes regulated by FGF2 (48 hour culture with or without 50 ng/ml FGF2) (See Tables 1 and 2 
Discussion
In hematological malignancies, elevated levels of FGF2 in the BM have been reported to have prognostic value 9 , although the reasons for this link remain unclear. Here, we provide direct evidence that FGF2 facilitates the growth and survival of leukemia cells in the BM, even though the direct effects of FGF2 on leukemia cell growth were minimal. In bone marrow, FGF2 treatment increased total numbers of leukemia cells, including CD34 + positive leukemia cells. Ara-C treatment significantly reduced total numbers of leukemia cells, including CD34 + positive cells, which was partially alleviated by the addition of FGF2 (Fig. 4c) . CD34
+ is a marker of leukemia stem cells associated with chemo-resistance and relapse 14 . An increase in the number of leukemia cells induced by FGF2 was coupled with the increased bone marrow endosteal region: osteoblasts (Fig. 5) . Interestingly, the supportive effects of FGF2 on leukemia cell growth were not observed in the spleen (Fig. 4b) , which does not contain osteoblasts. These results suggest that osteoblasts could play a pivotal role in regulating leukemia cell proliferation. However, recent evidence suggests that there is little direct association between osteoblasts and HSCs 15, 16 in accordance with in vitro results that FGF2-treated 7F2 cells showed limited supportive functions toward leukemia cells (Figs 1b and 2b) , even though leukemic stem cells localize within the osteoblast-rich (endosteal) area of the BM where acute myeloid leukemia cells are protected from chemotherapy-induced apoptosis 17 . These paradoxical reports led to an increased interest in the vasculature adjacent to osteoblasts, composed of sinusoids with CXCL12-abundant reticular (CAR) cells 18 and arterioles 16 , both of which are associated with HSCs. Importantly, arteriolar niches are known to maintain HSC quiescence 16 and increased BM vascularity has been reported to closely correlate with disease progression in hematological malignancies [19] [20] [21] . Although the regulatory mechanisms involving the vasculature, especially arterioles, are poorly understood, osteoblast involvement is highly likely because 7F2 cells secrete a considerable amount of VEGF-A (described above) compared to other types of cells 22 , and the arteriolar niches exist in close proximity to osteoblasts 15 . The microarray data may provide clues about the mechanisms underlying FGF2 mediated support of the growth and survival of leukemia cells in the BM. Our data indicated that FGF2-stimulated 7F2 cells expressed more VEGF-A and, less Ang-1and CXCL12 (SDF-1) than unstimulated 7F2 cells (Tables 1 and 2 ). VEGF-A is a potent proangiogenic factor that stimulates angiogenesis (primarily arterioles), and vascular permeability by interacting with the tyrosine kinase receptors VEGFR-1 and VEGFR-2 22 . It has been reported that VEGF-A and its receptor, VEGFR-2, could contribute to HSC regulation by promoting expansion of the HSC pool, supporting self-renewal, and preventing HSCs exhaustion 23, 24 . Decreased Ang-1 could stimulate vascular sprouting, resulting in increased angiogenesis, because Ang-1 maintains and stabilizes vessels to inhibit angiogenesis under normal conditions 25 . Additionally, FGF2 can promote angiogenesis and induce long-lasting vascular networks synergistically with VEGF-A 26 . These data suggest that FGF2 could support the vascular niche by modulating osteoblast functions. However, little is known how CXCL12 regulates the vasculature in the bone marrow even though CXCL12 has been reported to exert angiogenic effects in several organs [27] [28] [29] . Further studies are required to elucidate the significance of FGF2-induced CXCL12 depletion in the bone marrow.
CXCL12 and its receptor, CXCR4, have emerged as critical regulators of hematopoiesis, mediating growth and survival of hematopoietic and myeloid progenitor cells and pre-B cells, and promoting the retention of immature blood cells in the bone marrow 30 . The CXCL12-CXCR4 axis plays an important role in the leukemia-microenvironment since CXCR4 inhibitors mobilize leukemia cells from bone marrow into circulation, and increase chemo-sensitivity 31 . We previously reported that FGF2 decreased CXCL12 expression in stromal cells and the total amount of CXCL12 in the bone marrow 32 . Concordantly, FGF2 lowered CXCL12 expression in osteoblasts as well ( Table 2 ). The reason why decreased CXCL12 in the BM did not lead to a decreased number of leukemia cells is not known. TGF-β 1 has been reported to enhance the retention of hematopoietic progenitor cells in the bone marrow even though TGF-β 1 also reduced CXCL12 expression 33 . reasons why decreased CXCL12 expression in the BM did not lead to a decreased number of leukemia cell needs to be elucidated further. FGFs exert their biological activities through the tyrosine kinase FGF receptors expressed on various cell types 35 . An essential feature of FGFRs is the existence of two alternative exons, IIIb and IIIc, which encode a different C-terminal portion of domain 3. We detected expression of FGFR1 IIIb, FGFR1 IIIc, FGFR2 IIIb, FGFR2 IIIc, FGFR3 IIIc and FGFR3 IIIc, but not FGFR4, in 7F2 cells (Fig. 3a) . Importantly, mice with targeted disruption of the whole FGFR1 gene, or FGFR1 IIIc alone, died perinatally 36, 37 , whereas mice with an inactive exon IIIb were viable and fertile, providing evidence that the FGFR1 IIIc isoform is responsible for most of the biological functions of FGFR1, and the IIIb isoform plays a minor role 38 . Consistent with FGFR1 IIIc playing a dominant role over FGFR1 IIIb, we found that FGFR1 IIIc is exclusively responsible for mediating FGF2-induced proliferation of 7F2 cells (Fig. 3b) . Zhang et al. clearly showed that deletion of FGFR1 in osteoblasts resulted in increased CXCL12 expression in peripheral blood 39 consistent with the microarray results. These data suggest important roles of FGFR1 in regulating osteoblast function, including proliferation and gene expression. We previously reported that FGF2 acted on stromal cells via FGFR1 IIIc, however the biological responses of stromal cells and osteoblasts are not always similar, even though osteoblasts are derived from mesenchymal stromal cells 40 . For instance, FGF2 induces differentiation of stromal cells into neural cells 41 , while it inhibits osteoblast maturation. It has been reported that FGF-FGFR signaling led to activation of three pathways: RAS-MAP kinase, P-I-3 kinase-AKT, and PLCG 35 . These facts suggest that the difference in biological response to FGF2 between stromal cells and osteoblasts depends on which pathways are utilized.
In conclusion, our data suggest that FGF2 may be a promising therapeutic target for hematological malignancies that propagate in the BM. Antibody neutralization and pharmacologic inhibition of activated tyrosine kinase receptors 42 are effective treatment modalities that could be applied to FGF2 and its receptors.
Materials and Methods
Animal studies. The animal experiments were approved by the institutional ethics committee for Laboratory Animal Research, Nagoya University School of Medicine and Aichi Medical University, and were performed according to the guidelines of the Institutes. 45 , the human megakaryoblastic cell line MEG-A2 46 , and the chronic myeloid leukemia cell line NCO-2 47 are described elsewhere.
RNA preparation and reverse transcription-polymerase chain reaction analysis (RT-PCR) for FGFR expression in osteoblasts. Total RNA was extracted from 7F2 cells using TRIzol Reagent (Molecular Research Center, Cincinnati, OH, USA). RT-PCR to detect FGFR expression was carried out as described elsewhere 10 . RNA quality was evaluated in all samples by parallel RT-PCR for GAPDH. Absence of contaminating genomic DNA was ensured by RNA-PCR. PCR products were separated on a 2% agarose gel pre-stained with 1 μ g/mL ethidium bromide and visualized under UV light.
In vitro cell proliferation studies. The proliferative effects of FGF2 on stromal cells (MS-5 and S-17), mouse osteoblasts (7F2), and human leukemia cells (NCO2 and Meg-A2) were assessed by a colorimetric assay (TetraColor One; Seikagaku Co., Tokyo, Japan) as described elsewhere 48 . Briefly, cells were washed twice with PBS, suspended in culture medium (DMEM containing 10% FBS), plated (stromal cells: 1000 cells, osteoblast: 2000 cells, leukemia: 20000 cells/well in 0.2 mL culture medium) onto 96-well plates with the addition of FGF2 at various concentrations (0-100 ng/mL), and incubated for 72 hours. Subsequently, 10 μ L of TetraColor One reagent was added to each well, and absorbance at 450 nm was measured eight hours later.
In vitro inhibition assay using FGFR/Fc chimeras. FGFR Fc/chimeras (R&D Systems, Minneapolis, MN, USA) (1 μ g/ml in α MEM containing 10% FBS) were pre-incubated with or without FGF2 (15 ng/mL) for 30 minutes, and then applied to osteoblast layers (~90% confluent). 7F2 cells were incubated in medium alone, FGF2 (15 ng/mL) alone, or FGF2 (15 ng/mL) plus each of the FGFR/Fc chimeras (1 μ g/mL) for 72 hours, after which 10 μ L of TetraColor One reagent was added to each well, and absorbance at 450 nm was measured eight hours later. In another setting, a specific ELISA (R&D) was used to measure VEGF-A in 72-hour culture supernatants. The % VEGF-A secretion was calculated as follows: (VEGF-A secretion in FGFR/Fc group/VEGF-A secretion in control group with no additive) × 100 (%). All experiments were performed at least in four independent sets and repeated twice.
Short-term co-culture of human leukemia cells with MS-5, S-17 or 7F2 cells. The assay was performed as described 49 with modification. MS-5, S-17 and 7F2 feeders (80~90% confluent) in 6-well plates were incubated with or without FGF2 (50 ng/ml) for 72 hours. After removal of supernatants, NCO2, Meg-A2 or TRL-01 cells (2.0 × 10 5 in 2 mL of IMDM containing 10% FBS) were added in medium only, or with FGF2 (50 ng/mL). After 96-hour co-culture (triplicate cultures), non-adherent cells were removed, and viable cells were counted. The % growth of leukemia cells was calculated as (cell number with or without FGF2/cell number with no additive) × 100.
The effects of FGF2 on the chemo-sensitivity of leukemia cells on stromal layers were measured using cells expressing GFP. NCO2, a cell line derived from a CML patient in blast crisis, was transduced with a GFP-expressing lentivirus vector, and seeded onto an S-17 feeder layer at a density of 5000 cells/well in 96-well plates. After 24 hours, a designated concentration of Imatinib mesylate (STI571) was added with or without 50 ng/ml FGF2, and fluorescence intensity of each well was measured three days later on a microplate reader (Infinite M200, Tecan, Männedorf, Switzerland). All experiments were performed at least in triplicates and repeated twice.
Mouse human leukemia model and Ara-C treatment with or without FGF2. The mouse human leukemia model was generated by engrafting non-obese diabetic/severe combined immunodeficient/interleukin (NOD/SCID/IL) 2rγ null mice (Central Institute for Experimental Animals, Kawasaki, Japan) with primary leukemia cells as described elsewhere 50 . This study was approved by the institutional review board of Nagoya University Graduate School of Medicine and performed in accordance with the ethical guideline for clinical studies issued by Japanese government. Briefly, peripheral blood was obtained from a patient with acute myeloid leukemia after informed consent, and mononuclear cells were isolated by Ficoll-Hypaque density centrifugation. Thirty days after intravenous injection of the mononuclear cells into the mice, the engraftment of human leukemia cells was confirmed by FACS with an anti-human CD45 antibody. The mice bearing human leukemia cells received Ara-C treatment with/without FGF2 as described below. Groups of six mice were pretreated with 100 μ l of vehicle (PBS) intravenously (i.v.) via the tail vein daily for three days between days 33 and 35 post-inoculation with leukemia cells, and were divided into two subgroups of three mice each. Each subgroup received Ara-C (200 mg/kg in 100 μ L of PBS) or vehicle (100 μ L of PBS) for five days (Fig. 4a) . Similarly, groups of six mice were pretreated with 5 μ g of human recombinant FGF2 in 100 μ l PBS (six mice) i.v. via the tail vein daily for three days. As above, six mice were divided into two subgroups (three mice each), and each subgroup received Ara-C alone (200 mg/kg in 100 μ L of PBS) or Ara-C (200 mg/kg/day) with FGF2 (5 μ g/body/day) for five days (Fig. 4a) . All mice were sacrificed on day 41. Spleens were removed, weighed, and dissociated by mincing with fine scissors. To evaluate leukemia cell numbers in the BM, the ends of the femur and tibia were removed, and BM was flushed and passed through a nylon mesh to remove small pieces of bone and debris. One femur was preserved for histological examination. Single-cell suspensions from the spleen and the bone marrow were used for FACS analysis. Animal studies were repeated twice.
Flow cytometry. Cells were stained with fluorescein-labeled murine monoclonal antibodies to human CD34, CD45, or with fluorescein-labeled isotype-matched antibodies (2 μ g/mL at 4 °C) for 45 minutes (all antibodies from Becton Dickinson). Results from 1.0 × 10 4 viable cells were collected using a FACScalibur cytofluorometer (Becton Dickinson) and analyzed using CELLQuest software (Becton Dickinson).
For cell cycle analysis, cells were labeled simultaneously by Hoechst and pyronin Y as described elsewhere 51 . Briefly, cells (~10 6 cells/ml) were harvested and resuspended in PBS containing 1 μ g/ml Hoechst (Sigma) for 45 minutes at 37 °C, then 5 μ l of 100 μ g/ml pyronin Y (Sigma) was directly added to the cells. After a 15-minute incubation, the cells were transferred onto ice. Hoechst was excited with UV using an Enterprise laser, and pyronin Y was excited at 488 nm using the same laser. Data were collected and analyzed as described above.
Microarray analysis. 7F2 cells were incubated for 48 hours in medium alone or with 50 ng/mL of FGF2 (duplicate cultures), and total RNA extracted with TRIzol Reagent. After RNA isolation, all the subsequent technical procedures including quality control and concentration measurement of RNA, cDNA synthesis and biotin-labeling of cRNA, hybridization onto mouse genome 430 2.0 oligonucleotide arrays which contain probes for detecting ~ 39000 transcripts (Affymetrix, Santa Clara, CA) and scanning of the arrays were carried out by Kurabo Biomedical Business (Osaka, Japan) according to the manufacture's protocol. After background subtraction, low-quality measurements were excluded from further analysis and treated as missing values. Average intensities for each spot in the FGF2-treated hybridization were divided by the average intensity in the untreated hybridization. Ratios were normalized based on the distribution of all targets on the array. The calibrated ratios from the duplicate set were averaged.
Statistical analysis. The statistical significance of group differences was evaluated using the Student's t-test between two groups and ANOVA followed by Mann-Whitney's test for multiple comparisons using SPSS software (IBM Inc, Armonk, NY, USA). Statistical differences between groups were considered significant at P < 0.05.
